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Introduction: Patients with Visceral Leishmaniasis (VL) show elevated
serum concentrations of TNT that decrease after effective treatment. The
soluble TNT receptors (sTNFR), types I and II, may play an important role
in regulating the bioavailability of TNF.
The potential use ofserum sTNFR levels as markers ofdisease activity in
patients with VL and as parameters for monitoring the efficacy of Ampho-
tericin B Lipid Complex Therapy was assessed.
Eleven patients with active VL that was confirmed by bone marrow,
lymphonode, or splenic aspiration received treatment that consisted of
Amphotericin B Lipid Complex.
The serum concentrations of TNF and sTNFR were determined before
and after Therapy.
Topic 9 - Pathogenensis of infectious diseases
0:9 - Pathogenensis of Infectious diseases
!Tu01! Trypanosoma bruce; bnJcei induces interferon-r
expression in rat dorsal root ganglia cells via a tyrosine kinase
dependent pathway
Moiz Bakhiet, Ahmed Sharafeldin, Ragaa Eltayeb
Division ofInfectious Diseases, Karolimka Institute, Huddinge University
Hospital, Stockholm, Sweden
Dorsal root ganglia (DRG) were shown to express neuronal IFN--r that
supports Trypanosoma brucei brucei growth. Herein. the ability ofa trypano-
some-derived factor (TLTF) to activate DRG to neuronal IFN--r secretion
was investigated together with the signalling pathway that might be
involved during this process. Immunohistochemical staining revealed
expression of neuronal IFN-1' upon stimulation with TLTF, which was
blocked with the tyrosine protein kinase (TPK) inhibitor tyrphostin (A47).
Western blot was used to analyze DRG Iysates prepared at different time
points after stimulation with TLTF. A tyrosine-phosphorylated protein
induced at 15 minutes was seen as a band of 120-150 kD, followed by a
decrease to control levels after 30 minutes. A47 has greatly suppressed the
TLTF-induced protein tyrosine kinase activity. In addition. evidence sug-
gesting that the transcription factor STAT-I may playa key role in TLTF
signalling pathway is presented as shown by A 47 blocking effects ofSTAT-
I translocation to the nucleus.
ITu0211n experimental pneumococcal meningitis the free
radical scavenger a-phenyl-tert-butyl-nitrone increases
apoptosls In the hippocampus and impairs learning capacity
J. Looffler. R. Ringer, M. G. Tauber, S. L. Leib
Inst.for Med. Microbiol., Univ. ofBern, Bern, Switzaland
Objectives: To evaluate in experimental pneumococcal meningltJs, the
effect of the radical scavenger a-phenyl-tert-butyl-nitrone (PBN) on
cortical necrosis and hippocampal apoptosis by histopathology and on
learning capacity by the Morris Water Maze task.
Methods: Eleven day old rats were infected intracisternally with 10 J.tl of
saline containing 10glO 6.39 ± 0.14 cfu/ml Streptococcus pneumoniae and
randomized for treatment with PBN (100 mglkg i.p. q8h, n = 44) or saline
(250 J.tl i.p. q8h, n = 46), starting at the time of infection. Vninfected
controls were sham inoculated with 10 JlI of saline (n = 26). All infected
animals were treated with ceftriaxone (100 mg/kg s.c. bid) starting at 18 h
after infection. For histopathology, animals (PBN, n = 18; saline, n = 18;
controls, n = 4) were evaluated at 21.8 ± 2.0 h after infection. Animals to be
studied by the water maze task (PBN, n = 20; saline, n = 23). were treated
for 4 days, and learning capacity compared to uninfected controls (n = 22)
was assessed at 3 weeks after cured infection.
Results: Cortical injury was reduced by PBN, compared to saline (median
[rangeJ 0% [0-3O.9J% vs 3.97% [0-38.9%J, p < 0.001). In contrast,
apoptosis in the hippocampal dentate gyms was increased by PBN (1.15
[0.04-1.73] vs 0.31 [0-0.92], P < 0.0001). Compared to uninfeeted controls,
animals surviving pneumococcal meningitis showed decreased learning
capacity (p < 0.0001) which was even was further impaired by PBN (p
< 0.03), compared to saline.
Conduslons: PBN, which reduced cortical injury and hippocampal apop-
tosis in experimental group B streptococcal meningitis, aggravated hippo-
Results and Conduslons: All patients showed significant elevations of
sTNFR. All patients had an initial response to treatment and serum
concentrations of sTNFR declined to levels similar to those of normal
controls.
In the two responders who had subsequent relapses, sTNFR concentra-
tions increased at the time ofthe relapses. Only 20% (two) ofthe patients had
detectable TNF in serum.
Measurement ofserum sTNFR concentrations may provide a useful way
of monitoring the effectiveness of treatment for VL.
With further study, sequential measurements ofsTNFR may be able to
replace repeated aspiration of bone marrow, spleen or lymphonodes in
monitoring The Treatment of VL.
campal damage and in consequence impaired learning capacity in the present
model of pneumococcal meningitis. Antioxidant therapy in experimental
meninigitis is not uniformly beneficial.
ITu03IRelease of DNA from Stteptoeo«us pneumonlae
during spontaneous growth and antibiotic treatment
J. Gerber', H. Eiffert2, H. Fleischer!, A. Wellmerl , V. Munze13, R. Nau2
I Depts. ofNeurology; 2Medical Microbiology; JBiomathematics and Medical
Statistics; University of Gottingen, Germany
Objective: To study the release ofDNA from Streptococcus pneumoniae in
vitro during spontaneous growth and treatment with ceftriaxone and
rifampin by a newly developed semi-quantitative polymerase chain reaction
method.
Methods: A S. pneumoniae type 3 strain was suspended in fresh tryptic soy
broth to a final concentration of6.9 ± 0.24 10gCFUIml at 37"C. Ceftriax-
one or rifampin were added at a concentration of 10 mg/l. Control group
received no antibiotic (n = 6 each group). Bacterial counts were determined
at 0, 3, 6, 9, and 12 h. Samples for the detection of released bacterial DNA
were collected hourly, centrifiIgated and the supematans were frozen at
-200 e. Bacterial DNA was separated from the supernatant (phenol extrac-
tion), precipitated with 100% ethanol and 3 M sodium acetate and
centrifugated. Pellet was resuspended in I x PSR buffer and the solution
was serially diluted I:10. Equal amounts ofthe four desoxynucleotidetripho-
sphates, Taq DNA polymerase and broad-range PCR primen for the
detection of the 16S rRNA gene of bacteria were added. PCR products
were visualized on agarose gel electrophoresis. The highest dilution of the
original sample, from which a PCR product could be amplified, was defined
as the number of units (V) per mi in the original sample. 1 V/ml was the
equivalent of approximately 600 CFV/ml.
Results: An intense release ofDNA occurred in untreated cultures. The area
under concentration-time curve (AVC) ranged from 63,700 to 3,398,100 V
x hlml (median = 1,572,550 V x h/ml).ln each individual experiment, the
AVCs of untreated S. pneumoniae were 2.3-46 fold (median = 19 fold)
higher than those ofceftriaxone-treated cultures (27,900-147,000 V x hlml,
median = 88400 V x h/ml, p = 0.03 versus untreated controls). Rifampin
released the lowest quantities of DNA, the AVCs of S. pneumoniae cultures
treated with ceftriaxone being 1.2-2.8 fold (median = 2.7 fold) higher than
those of rifampin-treated cultures (16,500-101,000 V x h/ml, median =
32200 V x blml, p = 0.03 versus ceftriaxone).
Conclusions: Rifampin decreases not only the release of lipoteichoic acid
but also of DNA from S. pneumoniae in comparison with ceftriaxone and
may therefore reduce the inflammatory burst observed at the onset ofacute
infection.
ITu041 Anti CD14-dependent Inhibition of TNF release from
mononudear cells stimulated by peptidoglycan components
P. Majcherczyk, P. Moreillon, M. Glauser, D. Heumann
Division of Infectious Diseases, CHUV, Lausanne, SWitzaland
Introduction It Objectives: LPS induces cytokine production from respon-
sive cells such as peripheral blood mononuclear cells (PBMCs). This is
mediated by binding to the cell surface receptor CD14. The peptidoglycan
(PG) component ofGram-positive bacteria also induces cytokine release, but
the role ofCD14 is equivocal. Comparison ofprevious studies is complicated
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because different antibodies were used to block CDI4 prior to incubation of
the cells with the stimulant. Moreover, the cells and PG preparations were
different. We therefore decided to address these issues and test ditferent anti
CDI4 Mabs in parallel with the identical preparation ofPG and PBMCs.
Methods: PG was purified from Streptococcus pneumoniae and then treated
with their autolytic enzyme amidase to give solubilized PG (ADCW).
PBMCs were incubated with either anti CDI4 MAbs (MY4, 3CIO, 28C5) or
PBS alone, prior to incubation with stimulant (0.1-100 Itg/ml-PC &
ADCW; 0.1-100 ng/ml-LPS) in the presence of 10% plasma. After 8 h
stimulation TNF concentrations in the supernatants were measured by
bioassay.
Results: TNf was released in a dose dependent manner. PG and ADCW
were IOOO-foid less active than LPS. CDI4 blockade was effective at low
stimulant concentrations, being dose and antibody dependent. 28C5 was a
better inhibitor than 3CIO and MY4. These mAbs either recognize different
epitopes on CDI4 or have a different affinity for it. Thus, ditferences in
conclusions made by previous studies could be due to the mAbs used.
Conclusions: In conclusion, we have shown that CDl4 is a site for PC and
ADCW activation ofPBMCs, but at higher concentrations other pathways
become activated, like with LPS. Moreover. CDI4 possess more than one
site to which PG can bind. We are currently dissecting the PG to establish
which component is CDl4 dependent, paying attention to the mAb used.
ITuosl Gastric epithelial cell gene response to H. pylori urease
A. Makristathis, E. Pasching, M. L. Rotter, A. M. Hirschi
Dept. ofClinical Microbiology, Hygiene Institute, University of Vienna,
AllStria
Objectives: The aim ofthis study was to investigate the gastric epithelial cell
gene response to H. pylori urease by using high density eDNA array
hybridisation technology.
Methods: H. pylori parental strain N6 or isogenic mutants lacking either the
large ure.ase subunit UreB or the accessory urease protein UreG, which is
necessary for enzymatic activity, were used to stimulate KATO III gastric
epithelial cells. eDNA was prepared from total RNA and was analysed by
differential display PCR in order to evaluate the influence ofthe stimulation
period on gene expression, mRNA was used to prepare radioactively
labelled eDNA, which was then analysed by the Clontech AtlasTM
eDNA array.
Results: KATO III maximal gene response was observed after 6 hours
bacterial challenge. No qualitative ditference was found in comparison to
shorter or longer stimulation periods. The presence of H. pylori ure2se
resulted in an increased expression of 16 genes. On the other hand, the
expression of 22 other genes was increased in the absence of the enzyme.
Differences were found with respect to genes encoding cell cycle regulators,
apoptosis proteins, kinases and in particular cell to cell communication
effectors.
Conclusions: The findings of this study provide evidence of immunomo-
dulatory effects of the urease and a possible role in steroidogenesis, acid
secretion and apoptosis.
ITu061 Susceptibility to apoptosis induced by HCV core protein
in human hepatoblastoma cell lines: Correlation to Fas. Fas-
ligand and BcI-2 family protein expression
A. Ruggieri, M. Murdolo, G. Giannini, M. Rapicetta
Laboratory of Virology, Istituto Superiore di Sanita, Rome, Italy
Objectives: To characterise the role ofHCV core protein in relation to anti-
fas mediated apoptosis, in order to study the pathogenesis ofHCV induced
liver cell injury.
Methods: HepG2 and Huh7 cell lines constitutively expressing HCV core
protein were analysed for expression of Fas, fas-ligand (fas-L), Bcl-2, BcI-
XL, Bax proteins by immunoblotting and cytofluorimetric analysis. The
rate of apoptotic death in response to anti-fas treatment in cell lines
expressing HCV core protein was measured by TUNEL assay.
Results: Human hepatoblastoma and hepatoma cell lines (HepG2 and
Huh7) constitutively expressing HCV core protein underwent apoptotic
changes after treatment with anti-fas mAb. The susceptibility to anti-Fas
mediated cell death of HepG2 cells expressing HCV core protein was
associated with increased expression ofpro-apoptotic Bax protein. However
expression of surface Fas receptor was not upregulated in core expressing
cells compared to mock transfected or parental HepG2 cell lines. Conver-
sely, the level of surface Fas-L was found significantly increased in HepG2
cells constitutively expressing core protein.
Conclusions: The results indicate that HCV core protein may act by
modulating the expression of FasL and Bax protein in human hepatoblas-
toma cells. HCV core protein may be involved in the pathogenesis of liver
disease during HCV infection.
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ITuP10al Entry of Listeria monocytogenes in to eucaryotlc
cells
Abbas Rezaee, Qurban Behzaiannejad
Dept. of Microbiology, Faculty of Medical Science Tarbiat Modarres
University, Tehran, Iran
Intracellular parasites are major causes of human morbidity and mortality.
They include bacteria and eucaryotic organism able to invade and multiply
within a variety of host cells.
Listeria monocytogenes. although not the cause of a major public health
problem, provides an important tool for the study of eucaryotie eell -
parasite interactions, at the molecular level.
Listeria monocytogenes like many other intracellular bacteria, use profes-
sional phagocytic cells such as macrophages and monocytes as host cells. Up
take of the bacteria by professional phagocytes presumably occurs by the
normal route of phagocytosis and may even be similate to the mechanism
used for the ingestion of extra cellularly growing bacteria.
The propose of this study was to summarize current knowledge concern-
ing the cellular and animal models available to study Listeria monocyto-
genes.
ITuP1091 Clinical characteristics of cardiac alteration In
patients with infectious diseases
N. D. Yushchouk, P. G. Filippov, I. V. Maev
Moscow State University ofMedicine and Dentistry, Moscow, Russian
Federation
Objectives: to estimate the frequency of the occurrence of prolonged
cardiac alterations in case of certain infections diseases such as severe
diphtheria, infectious mononucleosis, chronic hepatitis, HIV-infection.
Methods: We I", ve examineu 1SO patients with toxic diphtheria, SO patients
ill with HIV-infection, 40 patients with hepatitis C. The following methods
were used: clinical, biochemical, electrocardiographic, echocardiographic
and immunological (HIV-infection).
Results: In toxic diphtheria, alterations were revealed only on the part of
myocardium and they were recorded during the acute period in 100% of
observations. A prolonged myocardium alteration (after the 60th day of the
disease) was recorded in 13.6% and was characterised by an insignificant
increase in the cardiospecific enzyme activity, enlargement of the myocar-
dial mass, a moderate decrease in the myocardium contractility as well as by
its electrical instability. Cardiac manifestations, in the HIV-infection, were
characterised by the development of(I) a pulmonary heart in 12.5% ofcases,
(2) primary myocardial lesion - hypertrophy ofthe myocardium in 100% of
cases, in 66.7% - by changes in the aortic valve, and in 23% - by the decrease
in the myocardium contractility; ECG deviations in the final division of the
ventricular complex were noticed in 100%, conductivity impairment - in
6.3% and that of excitation - in 16.7%, and the increase in the cardiac
enzyme activity was observed in 100% of the cases; (3) Pericarditis
(excudative) - in 10%; (4) Dilatory cardiopathy in 3.3%. The most
marked cardiac disorder was recorded in case of the CD + decrease ofless
than 100 cells per 1 mcl.
Conclusion: Hence, in the course of the above infectious diseases in some
cases there occurS a prolonged heart lesion manifested in various nosologic
forms.
ITuP1101 Some metabolic disorders in chronic hepatitis
M. Dotsenko, I. Zhyltsou
Vitebsk Medical University, Vitebsk, Belarus
ObjectIves: To study the immunological and metabolic affects m patients
wan hepatitis C and B.
